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The first strand cDNA to which a specific sequence is added at the 3 '-terminus 
^mmmmmmmmmmmmmmmmmmmmmmmmmmmmmmwvVX 1 l'i'1'1 XX'X I 1 



DNA polymerase 



5 ,v 



Annealing the first strand cDNA to an 

immobilized sequence complementary to the 

3 '-terminal sequence of the first strand cDNA 



■ 5 ' "■ 

Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

3' 



BAAAAAAAAflAAAA 
■TXTrTTTTTTOTT 



3» The first strand 
cDNA 

( antisense strand ) 



A specific sequence to be added to the 3 '-terminus 
of the first strand cDNA 



A synthetic nucleotide immobilized on a solid phase, 

MMNMB is a part complementary to a sequence added 
to the 3 '-terminus of the first strand cDNA, and 
MM is a spacer sequence. 

'; v - - : , • ■ 3» 

MMBHnnMMHMHBHHMMAAAMAAAAM Sense strand cDNA 
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Figure 2 
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5* - ' ■ 3* 

Oligo dT primer 

Synthesizing the first strand cDNA 



Reverse transcriptase 1 using an oligo dT as a primer 

wmmmmmmmmmmmmmmmmmmmmmmmmmmmmmm ■ m i 1 x ¥Vjn m n*X ? m * r n „ 

(Alkali treatment) I Removing mRNA 



1 



r ri , ri , i"ri , i , ri , i ' i " i^ H 5% 

3 , 5« Adding a synthetic nucleotide having 

a specific sequence to the 3 ' -terminus 



DNA ligase _ . . , . 

of the first strand cDNA 

X-i mm mmmmmmmmmmmmmmmmmmmmmmmmmm 

■ 3, ; ■ . ■, OH 5, 
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i Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

3* 



■ ■■ 3* ■ ■ 



5' 



3 1 The first strand 

i TirL M iuuu , i > t i , , rx ,, x'T cdna 

(antisense strand) 



3' P 5* 

i A specific sequence to be added to the 3 '-terminus of the first strand cDNA 
( 5 ' : a phosphate group and 3' : blocked terminus) 

5» 3 * A synthetic nucleotide immobilized on a solid phase. 
^nHMnnM RMBBHM is a part complementary to a sequence added 
to the 3 '-terminus of the first strand cDNA, and 

HHI is a spacer sequence. ■ 
5» 3* e second strand 

wmmmmmmmmammmmmmmKmmmmmmmmmmmmmm 

(sense strand) 
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" A Adding an oligonucleotide having 
KN& I»igass ] a specific sequence to the 5 ' -terminus of mRNA 



Oligo dT primer 



Reverse transcript as 



se I 




DNA polymerase 



Synthesizing the first strand cDNA 
using an oligo dT as a primer 

3' 




Annealing the first strand cDNA to 
an immobilized sequence complementary 
to the 3 '-terminal sequence of the 
first strand cDNA 



rnTOTnnTriV 



Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

3' 



■AAAAAAAAAAAAA 



mRHA 



5' 
.5' 
3* 



An oligonucleotide having a specific sequence 
to be added to the 5 '-terminus of mRNA 

*3» The first strand 
g^^MMMMMMWHWWHWHM t Vl a L 9 L m l w Fl m L m Xm m l*± t CDNA 

(antisense strand) 

5 A sequence that is complementary to a specific sequence 
at the 5 '-terminus of mRNA and that is to be added to the 
3 ' -terminus in the first strand cDNA synthesis 

^ A synthetic nucleotide immobilized on a solid phase. 
BtHBOMttfl is a part complementary to a sequence added 
to the 3' -terminus of the first strand CDNA, and 
M is a spacer sequence. 



5* 



. -3 f ■ 

MiAAAAAAAAAAAAA Sense strand cDNA 
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5 V CAP%^^>XA M ^i✓^>^yxrvrwr^^^ 

Bacterial alkaline phosphatase L Removing a phosphate group 

T at the 5' -terminus of incomplete mRNA 

5' CRP*AAAAAAAAAAAAAAAAAAAA^^^ 3' 

Tobacco acid pyroptospftiatase I Converting the 5' -terminus having a 

T CAP structure to a phosphate group 

5v m *V/\/\/\/\/\^^ 3> 



5 ' *> 




Adding an oligonucleotide having a 
specific sequence specifically to the 
5 '-terminus of mRNA derived from CAP 



5 1 m^^^^^^^ 3' 

5. *A^WUWU\AA^Mflfti^^ 3' 

Oligo dT primer 

Synthesizing the first strand cDNA 
using a oligo dT as a primer 

3° 



Reverse transcriptas 



5'BO 



( Alkali treatment ) 



1 



Removing mRNA 



ITTTTITTTTTTTT 



Capturing on a solid phase and 
synthesizing the second strand cDNA 



mRNA 

An oligonucleotide having a specific sequence to be selectively added to 
the 5 '-terminus of mRNA having CAP structure (oligo CAP linker) 

5 * . 
3* 



. 3' The first strand 

l^mTrTTTTTTTT cDNA 

(anti sense strand) 



A sequence complementary to the oligo CAP linker 
to be added to the 3 '-terminus in the first strand cDNA synthesis 
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Adding an oligonucleotide having a sequence 
containing a promoter sequence capable of 
synthesizing RNA in vitro to the 5 ' -terminus 
of mRNA 



Promoter sequence 

RNA. Xiigase 

> t Promoter sequence 



Oligo dT primer 

Reverse transcriptase 



Synthesizing the first strand cDNA 
using an oligo dT as a primer 

' 3' 



5 i Promoter sequence 

i „ z=^mmmmKmmmmmmmmmmmmmmmmmmmmmmmmmmmm . 

3' ' ■ ■ ■■■■■ - 5 



Promoter sequence 
5 f 3* 




DNA polymerase 
- r Promoter sequence 




the first strand cDNA to an 

sequence complementary to the 
sequence of the first strand cDNA 



1 



Synthesizing the second strand cDNA using the 
immobilized oligonucleotide as a primer 



■AAAAAAAAAAAAA 



A promoter sequence that is capable of synthesizing RKA In vitro 
and that is to be added to the 5 '-terminus of mRNA 

5* The first strand 
mmmmmmmmmmmmmmmmmmmmmmmmivi'iTXl I'll ITT cdna 

' ( antisense strand) 



3' 5' 



$1 miiBffift 



A sequence that- is complementary to a specific sequence of 

the 5 '-terminus of mRNA and that is to be added to the 3 '-terminus 

in the first strand cDNA synthesis 

A synthetic nucleotide immobilized on a solid phase. 
35525S55$£ is a promoter sequence capable of synthesizing 
RNA in vitro, and waaaai is a spacer. 



I AAAAAAAAAAAAA sense strand cDNA 
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Figure 6 




Adding an oligonucleotide having a specific 
equence to the 5 '-terminus of mRNA 



OligodT primer 

Synthesizing the first strand cDKA 
Reverse transcriptase J using a O ligo dT as a primer 

-3* - /, . . - 5 



Promoter sequence 
<A 5' 3* 




DNA polymerase 



Promoter sequence 

-a 5' 3* 




i Annealing the first strand cDNA to an 
immobilized sequence complementary to the 
3 '-terminal sequence of the first strand cDNA 



5' 



Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

" 3* 



■AAAAAAAAAAAAA 



5* 

3' 
3* 



An oligonucleotide having a specific sequence 
to be added to the 5 '-terminus of mRNA 




5» The first strand 

wmmmmmmmmmmmmmmmmmmmmmmmmmmm i , TTXli , i , rrr , i"lT cdna 

( antisense strand) 

» 

A sequence that is complementary to a specific sequence of the 5 '-terminus 
of mRNA and that is to be added to the 3/ -terminus 
in the first strand cDNA synthesis 

c • r 

J A synthetic nucleotide immobilized on a solid phase* ws&gSM is a 
part complementary to a sequence added to the B'-terminus of the 
first strand cDNA, and '£&008&%is a promoter sequence capable of 
synthesizing RNA in vitro* 



I AAAAAAAAAAAAA Sense strand cDNA 
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Figure 7 
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Full-length EFla gene 



(1.7 kb) 
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1 2 3 4 5 6 7 8 9 10 11 12 



EF1 aS\ 

amplified fragment 
(750 bp) 




EF1 a 3 9 

amplified fragment 
(750 bp) 
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